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horses, while data on donkeys are currently lacking. In this study we evaluated the use of the DaisyII Incubator
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bromegrass, ryegrass and timothy hays; wheat bran and wheat straw; barley grains). Feces were obtained from 4
female donkeys and incubations were carried out at one-week intervals for 4 consecutive weeks. Two bags of each
feedstuff were incubated in digestion vessels containing a buffer/feces solution (90:10). In vitro apparent dry matter
digestibility (DMD), true dry matter digestibility (IVTD), and neutral detergent fiber digestibility (NDFD) were evaluated
at 4 incubation times: 30, 48, 60, and 72 h. All digestibility parameters significantly increased from 30 to 72 h of
incubation. At 72 h of incubation, the within-laboratory repeatability and reproducibility of the method were 2.7% and
5.0% for DMD and 1.6% and 3.9% for IVTD, respectively. The method was less repeatable and reproducible for NDFD
(4.5% and 10.4%, respectively).
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To Dr. Edward L. Squires
Editor-in-Chief
Journal of Equine Veterinary Science
        
Re: Revision Requested - JEVS_2018_283_R1 for Journal of Equine Veterinary Science
Dear Dr. Edward L. Squires,
                    I have read carefully your letter dated January 28th, 2019 and the comments from reviewer 1 
regarding our manuscript. I prepared a revised version of the paper according to these comments. All changes 
made to the R1 version of the manuscript have been highlighted in red font. I hope this modified version will 
fully satisfy the reviewers and the Editor, and match the standards of the Journal of Equine Veterinary Science.
The comments of the reviewer have been addressed one by one, and are listed in the “Response to 
reviewers” file.
Yours sincerely, Dr. Manuela Renna.
RESPONSE TO REVIEWERS
Reviewer 1
This reviewer congratulates the authors on a well written and detailed manuscript. Thank you for thoroughly 
addressing all comments and for your effort in adding new sections and references. In this reviewer’s opinion, 
the authors’ suggestion to change the manuscript from short communication to original research article 
should be accommodated.
Please see below my minor comments to this version of the manuscript.
AU Response: Thank you for the positive evaluation of the revised version of our manuscript.
Line 109: doubled weighed
AU Response: Changed to: “weighed in duplicate”.
Line 227: improve “when” extending
AU Response: Corrected.
Line 237: provides
AU Response: The sentence has been modified.
Lines 238-239: “the absolute difference… will differ” I suggest trying to rephrase and shorten this sentence 
for clarity
AU Response: We rewrote the sentence as follows: “The estimated repeatability and reproducibility 
coefficients (Table 2b) are precision measures providing additional information, as they represent the 
maximum absolute difference that can be expected between repeated measurements on 95% of occasions 
[17].”
Lines 244-248: since conclusions (i) and (iii) appear to overlap, could they be condensed into one?
AU Response: We rewrote the sentence as follows: “From the obtained results, it can be concluded that an 
incubation period of 72 h is required to obtain accurate DMD, IVTD, and NDFD estimates in donkeys and to 
improve the repeatability and reproducibility of the method. For NDFD, the repeatability and reproducibility 
of the method were comparable to those obtained with the DaisyII Incubator in ruminants.”
Reviewer 2
The revision of the manuscript is satisfactory.





























































 DaisyII Incubator can be successfully used for digestibility studies in donkeys
 NDFD had lower repeatability and reliability than DMD and IVTD










































































































































































































































































































































































































































7148 SD_repeatability (Sr) = 2e
149 SD_reproducibility (SR) =  ,{(𝜎2𝛼 ‒ 𝜎 2𝛼𝛽7𝑥2 ) + (𝜎 2𝛼𝛽 ‒ 𝜎2𝑒2 ) + 𝜎2𝑒}




















































































































































































































































































































































































































































































































Figure 1. Trends for (a) dry matter digestibility (DMD, g/kg DM) and (b) neutral detergent fiber 
digestibility (NDFD, g/kg NDF) over incubation time for different feedstuffs. Error bars represent 
standard deviation. 
Figure 2. Canonical Discriminant Analysis of regression parameters of in vitro true dry matter 
digestibility (IVTD) for different feedstuffs.
Color should be used for all figures in print.
11 Table 1. Chemical composition of feedstuffs (g/kg DM, unless otherwise stated).
DM, g/kg Ash CP EE NDF ADF Lignin NFC*
Alfalfa hay 911 91 156 10 616 480 100 127
Bromegrass hay 918 112 89 13 662 406 45 124
Ryegrass hay 870 90 156 32 588 332 25 135
Timothy hay 859 68 82 14 598 361 47 238
Wheat bran 899 59 166 48 675 145 39 51
Wheat straw 925 93 66 15 797 550 77 30
Barley grains 883 28 117 19 213 69 12 6232 Abbreviations: DM, dry matter; CP, crude protein; EE, ether extract; NDF, neutral detergent fiber; 3 ADF, acid detergent fiber; NFC, non-fiber carbohydrates.4 * Calculated as: NFC = 1000 – (ash + CP + EE + NDF).
11 Table 2. In vitro apparent dry matter digestibility (DMD), true dry matter digestibility (IVTD) and neutral detergent fiber digestibility 2 (NDFD) obtained using the DaisyII Incubator and donkey feces as source of microbial inoculum (n=208). (a) Effect of incubation time on 3 estimates of DMD, IVTD and NDFD. (b) Repeatability and reproducibility of the method.
DMD IVTD NDFD
Incubation time (h) 30 48 60 72 30 48 60 72 30 48 60 72
(a)
Mean* 330.9d 432.6c 497.1b 525.2a 510.7d 587.4c 639.6b 658.3a 193.2d 338.4c 412.5b 443.1a
(b)
Variances
   Residual error 160.7 262.8 261.7 199.6 85.6 97.0 123.3 108.8 505.9 278.1 499.9 389.0
   Runs 2185.5 6607.4 18963.6 3417.0 409.5 8495.9 7903.5 5562.9 968.8 22086.0 21907.9 14642.5
   Run × Feedstuffs 529.4 1001.8 2642.9 776.0 292.6 859.0 1170.1 475.1 2220.3 1759.3 4389.6 2095.5
Precision parameters
   Repeatability (CV, %) 3.8 3.7 3.3 2.7 1.8 1.7 1.7 1.6 11.6 4.9 5.4 4.5
   Reproducibility (CV, %) 6.5 7.4 10.3 5.0 2.8 5.4 5.3 3.9 18.5 14.7 14.7 10.4
   Repeatability coefficient* 35.1 44.9 44.8 39.2 25.8 27.3 30.8 28.9 62.4 46.2 62.0 54.7
   Reproducibility coefficient* 59.7 89.1 141.8 72.1 39.0 88.7 93.1 71.0 98.9 137.8 168.5 128.24 Abbreviations: CV, coefficient of variation.5 For the effect of incubation time, different superscripts within row and digestibility parameter indicate significant differences (a, b, c, d: P < 0.05).6 * Expressed as g/kg DM for DMD and IVTD; expressed as g/kg NDF for NDFD.
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